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PROBLEM TO BE SOLVED: To obtain a liberation 
inhibitor and a method for suppressing liberation so as to 
suppress the liberation of the Fas ligand as a soluble Fas 
ligand from the cell surface of a Fas figand manifesting 
cell and to efficiently detect a Fas ligand on the surface of 
a cell by using an antibody. 

SOLUTION: The characteristic of this liberation inhibitor 
of a Fas ligand is that the inhibitor comprises an inhibitor 
for suppressing the activity of a protease capable of 
converting an Fas ligand on the cell surface into a soluble 
ligand as an active ingredient. A method for suppressing 
liberation of the Fas ligand is provided. This method 
detects the Fas ligand on the cell surface of the a Fas 
ligand manifesting cell by using an antibody against the 
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Fas ligand. The cell is treated with an inhibitor to suppress 
the activity of the protease capable of converting an Fas 
ligand on the cell surface into a soluble ligand as an active 
ingredient. The Fas ligand is detected by using an antigen 
against the Fas ligand. 
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(54) B&WO>£*M F&sVX>\*<DmtWfflM&TmffllJ& 
(57) [SKI («jE*) 

[rjb] Fa 8 y#y K^maMS^tasasa* & f a 

asy^fy F&mmfafflRxfF a s y ^/V K<£>ig»fJ 

M^rxF a s y # v Kjss»iJia^iNBiia*ffioF a s y ^/ 

V K*F a s y jfls Y\zM^Zfofc*m^XfctitfrZ>Jy 

tt&pa*i-s^f^t: tf^—srfpffls^r^fe, Fa S y 



1 

[!S**1 ] FasW> K#S*MS*fcf*F a s JJ 

# v Kjae^AiBHjacoffliiaacffi^b f a s y # v 
^rsitFa s y tf^vt Lxmm-tz^&mm-tztctb 

OiSKflJffiiJjPJ^&oT. ttJB*ffi©Fa s y^K&^I 
SttFa s WyKMts^yA^iMi^ft 

[IS** 2] HMOFa sy^KSr^SttFa 

-Y^t ^^-T*fc58B*«l|E*Oi6l««i»Jj5iJo 
[IS** 3] h y **^* u^a^T— tftfM Vt 

t:^— ^ «Si^6MMP- 1 , MM P — 2 S £ 
WiMMP-3 <07£t£2rP&^-rs-f ^fc tf*— -e*>5» 

[f***4] h!)^^^*p/nf7-^yt 

[is** 5] ^ hy^x^^n/pfj-f^yt 
tr^— [4- (N-tKo^vr^y) - 2 r — r 

;v\ -L-7xn;l/7 7^>-N-^f^7^ K (BB 
94) , [4- (N-tKn^>7^;) -2R-- fy 
^-3S~^f/M^^] - L- 3 - (5, 
6, 7, 8-fF7tFn-l-t7fM 77^V- 
N-^/UT^ K (KB 8 3 0 1) . [4- (N 

^/Kj -L-3—>*a — dfW7-V-N- [2- 
(A-^V^-TX oc^/w] T5: K (KB 8 

112) x*h%m^m4mMiv>mMm®mh 

IS*** 6 1 Fas ]i^>K»Kf:^Fa s V 

tfis FMfc^mAimjfacommmffifrtb Fa s y # > 
Fa s y#y K(oje«wi»j*ffio 

[ft** 7] »^®OFa sy^yK^gttFa 

if^-r if^-s:«effli"s»**6E«©jBiitaifBij* 

[89**8] Fas y^VKMfl^MFa s y 

KM&^-mAMm<Dmjmmm<D f a s y # k* f 

a s y^>-Ktc:»i-5^ffS:fflu^T«iaii-S*ffiT*feo 
T\ RWlfi^, *W«a*EBW F a sy^FWSFa 

s y^VK^*tftt"S^^^K»#**^*S&ttSria* 



(2) i(#g|5p9- 1 2 4 5 1 0 

2 

0> F a s y #V K<7>«| W*ffio 

[IS** 9] »Iffi^Fa 8j#yKH*ttFa 

-t?<7M v t # -^igjB-r sis** 8 mm<Dmm^o 

[»*S10] Fa S y^/>FWW^ Fa 

10 [0 00 1] 

[XWOJR-r5&tlf#»] Fa s y#^KSS 

a.JNB/ia*fettF a s y Kae^*AJNwia^iWj!ia*ffi 

^feF a s y K^Bj^gttF a s y b* t LTigffii 
^B8i-S 0 *5S«tt. jBHlS*BcDFa sy^fyK 

a s y^^K<^*^»*f, #aia?A^^»r. te^tc^- 

[0 0 0 2] 

n AjsfflflS^E (p r o g r a mm e d cell d 
ea th) b&tithX^&o rilCSLT, ftSft**: 

(accidental cell death) h <fc 

[0 0 0 3] rtlb2o^^ N j e<OiSS^SS*-3TV 1 ' 

riU ^rLT, *tbtr,\z.ffi<Ttfb—i/X'b# (a pop 

t o t i c body) <Dm&fti*<Dmu^wmmz. 

£oXmm&thZ>Ttf h-W^g^gt»^^ 
h^7L.hfrX^Z> 0 7tfb—i %ii?<om&. Sfe 
feflcDNA<OBf^t:SlSS:^5o rtU^LT, ^It<£> 

[0 0 0 4] r^h— ^SrR^-rsSH^fcttfeKi: 

tr, ISffi, ^< Ofc^dSftjfetb-CV^o Fas (Fa 

50 s&tj®) te, r^h-^Sr«c^rsiNe/ia*Ba^w«^ 



3 

TNF/NGF$^77 ^ y -[11^6^14 5K 
d a <D I SfjNB/jaiRKiiffi^V^^K-efcSo TNF/N 

^S, Fast. T^h-^^v'^^tSy 
LTV^5JttWa«. Fas^D^Kt^Fasy 
^A9, ?Et-V^c£ 0 Fa s J#yKft Fa s 

Wy#yKtfc^ 5>T-fi4 OKd a<Z)jHBJia*B5^v^ 

^ftfe^c Fa s y^>Mi j e^«3ft3&^e>. tnf 
7r^y-tJ)5rtWorv^ 0 Fa S y^K 

tt, Fa s^Ltl^W^T^h-^^lit 

[0 0 0 5] Fas^Fasy ;# ^ K<£>^ 
Fa s^f^) fefc, 7^h-^^iLT, ^ft^*e 

3&Sfc£*LTV^ 0 09x.fi, Fa s &Ttf v"*^.*^ 

K^BB-rsaiS: (J. Exp. Med. , vo l. 16 
9, p. 1 7 4 7- 1 7 5 6, 1 9 8 9$) id 
©ff5riW*5 0 Fa sSg^^P^ 

V^/iClJ:^, Fa sOSS^flfed^StttV^ (Ce 
11 vol. 66. p. 2 3 3-2 4 3, 1 9 9 1 

$) o ^ ^mmv^^^H i vatSfeTjHBua 

fcl, Fa s«5ttV^:<i: (Proc. Natl. 
Acad. Sci., USA, vol. 87, p. 96 
20-9624, 1 9 9 0$), RFa s gift: ( J o — 

feS.**^- L-T^&r <t (Nature vol. 3 
64. P806-809, 1 9 9 3^) 

V^TfctHRB^v o 1 . 11, No. 17, 1993$ 

l£[g^v ol. 13, No. 16, 199 5$tf> tTtf 

[0006] ZL(D£o\C^ Fa s y^fVF (Fa s L) 
Fas fcWS<0 y # V KT*fc£ 0 F a s y ;*/ V Kfcfc. *<D 

i^o^s^iann 2 7 8i^r^»Hft 

5^13 1, 1 3 8©gaSt'J)5^i:^*JHLtV^ 

5 0 aft*-e^t k 5 ^ K at^^ooF a s y ^ 
v k^^hti^So f a s y # > b*<D&&.mmx. 

?Sttyy/«OFa s#m*WJS£T#h— i^fc:,}: 
[0007] **M#e>«, iffrt^Fa 



(3) - 1 2 4 5 1 0 

4 

s y F<Dmm&wm^Mvt-?z>fcM^ f a s y # 

>-K£#Rtot£Rl£U IHFa siFa 8 y*yK 

m&m*iz-*i»&p<{7<DF a s y^W4t 

Sri^oifco *:«K#e>dSBH5SLfcF a s y^> 
^n— ^-/Ufifcft:^ HfiS^Fa s y 

io KActt-cte*<. 5>»L,fc^r»ttFa s y^vKi 
fcSl£-rsri^-e#s 0 ufc^Sor. fTSttF a s y 

#V K<Z>#ffiW\ Fas^Fasy^fy Ki OJS'&SrP.B. 
[0 0 0 8] b^LJfe^Sfe. <^#fflJ§&^F a s y #V K 

20 s^-f h*-*— ffifcfc*n?W^5<PtU*, «Fa 

s y K<Pff£f*^ffi^fco*: 0 <^W5fi 
Jdj;tttf. ttMii^^SFa sy^fymil^ 

<^aot><DdSprsttF a s y #v K<t lt 

fco il©J:5 4nrSttFa s y^K^fffiEf*. Fas 

ffrt^*5i^Tfi. Fa s K^mfo^mmitK ifins^ffc 

Jfc* M^L-T< 5^I*ttF a s ytf^K^flsfflSrStf 
30 T, Ttf h— ^*$mm&tiXZ>EA,X*l,*& b k^oWM 

[0 0 0 9] 

vsmtm^^ 5 £i-ss£jn] -*8w©iwfc Fa 

s y # K5SSJW/fa*fcf*F asj#y Kate^a»A*fl 
Jfi0>JlW/ISSffi;&>?>F a s y^yFCT^ttFa s ])^f> 

«|IBIlffil*M«eift5^tl:&5. *^PJ^>g 

mmmm<D f a s y # > K*Fa s y # >- k^** 

40 f;i£>6 0 #3£W#&f3\ Fa S y^>Ktt TNF77 

i l/c 0 «3K«fc9. tnf77n y -(^^1-5 I IM<D 

ri^o ^^x\ mmm^<DFa s y^f^K3&spr»ttF 
a s y Kt LT5M&-r£JKiahfc, f a s y 

[0010] ^rt% i^^/nr7-if^yt tT^ — 
50 SrjfiiD UtFFas.y#y Kite^WAfflHaSriSSI 



5 

u Fa sy^fyrat^y^p-t/Wfflv^ 

y ^^n^pf7-^>t tf^ — /<£^<£>*WJiS*ffi 
£>Fa s y>tfvK*^rsttFa s y#yKi^»t5^ 

k\z£ 9, Fa s y^>K^jg(||S:«)»J"e#5 
[0011] 

[R««r»ft-f 5fc&<^S] *5HBt^J:ttJi, Fa s 

y # v K*aw«a*^ttF a s y Kite^a»Att/i& 

<Z>»MSSHj&>& F a s y # V nJ^ttF a s V jf> K 

t n mjfc&m<D¥* s y nrasttF a s y # y k 
id -5 * z/s* ? Kftmmm <d m& * mm-r s >r v t 

^#-tt»«»i: t5 i fcttfti t5 F a S y^/y 

FasU^'y K5S^iBB!a*fe«F a s y # V K«fi^» 
A»»fiSSffi^^)F a s y jf> Kj&S^TKtfcF a s y 

j&i^ «Ha*ffi<^F a s y #>* KSr^nsttF a s y # ^ 

t ^-^ffl^^r^^^t^Fa s y ^f^K 
[0 0 12] *#93{£J:*Ui. Fa s y^fVK 

Fa s y^>FI6f«A»©«$ 

SOFa s yjf>K*Fa s y >Ef^ K^^tf SftttfSrffl 

s wyF«ttFa s y KKiaEtfc-rs* 
a>e>. f a s y #y Kt-^i-^fetfr^fflv^r^m-r^- 

tSr*SF«ii"5*W«&*ffi^Fa s y^K(0«U^ 
ti#t£;ft,5o ttliSSS^Fa sy^FWUFa s 

[0013] 

imw<Dmffi.<vMmi *Masffia>Fa s y 

^>K«ttFa s y #y K^&-r£^y^fC# 

y ^ a^viy^T— if (matrix metal 

loproteinase; MM P) (O-i >\i — 

ftmts*kZ>z.k\z.&*), f a s y ^/yKSfi^iAW 
ite we: f a s y # y K*miBB/ia^&^r®ttF a s y # y 

[0 0 14] I-i:, Fa sy^fyKOTttt^lffl 



(4) <&m¥- 9-124510 

6 

\i. 'iktifrtz t h^jfey y^loFa s y^fy k<z>« 

^-^fcWS^l i^§5 0 ^-iC, gltCF a s y 

Fas y #y K^ig^LTjk^^^f*ffi^^t^TT< 
£<t, Fa s ^^§1 LTV^&^/iS^^^<7}^^T;^T^ 

fit® jNBBSateif) ^ftA*>-5V^{*rta^e>^ 

10 tftJDR <*, ©#J*l2iJ:9, TiBBia^iStt 

ftlTFa sy#yKt»SU mfe<^StJIS (F a s 
fetJS) *«pojBB!aS:l»*i-SIR. Fasy^yKOTS 
tt^^/t^S^, IE^^a^ffii^T-^fc^^, Fa 

s *58S,L-Tv^fc«>i^ ffitFa s y^>K^i 
**\ "si^ttFa s y^^K^<tsiE«ftJNB!a^iia»^x 
[ooi 5 ] Fa s y*y K^as«i©«i»j^ 

J: "9. F a s y #y KtFa s ^ ©Sl£**, "f^TSBlia 

Fa s^ILtv^^IEt^fo^aW^ 

MMP-U MMP-2, WMMP-3^^ftf^) 
ixSo Lfe^ot, "f yt: tf* — i LTttu MJfattmz 
feSMMP-U MM P — 2 N ^f:ttMMP-3« 

30 SrR&s-rS'f yt tr*— LV\ 

[0016] -^hy ^7^^P/Pf7-W 

*W-efc5o ^oJ;5^hy^^^^p^pr7^ 
<ZM yt tr* — £ tttt, [4- (N-t Kp 

^>7^y) -2R->fy^f/U-3S- (2-^^ 
/^^^^■/l') — L - 7i^77'y~ 

N-^ f;V7 ^ K (BB94) , [4- (N-tKo^ 
-2R — fy^f;P-3S-^fW^^ 
/U] - L-3- (5, 6, 7, 8™f h7t Kp-1- 

40 -yy^A^) 77^y-N-yf/yr-; k (kb8 3o 
D , ^/c^ [4- (N-t Kp^yr^y) - 2 r- 

7 3ii/U/p ^ i/^yl/] — L — 3 — is 9 u^^cis 

/UT9^>-N- [2- (4 K7ai- /U) 
^f 1 /!^] 7? K (KB8 1 1 2) jfeifSr^tf Srt^s-t? 
#6 0 Fas^ify K^a»^fd±F a sDtfls Kit 

e^*Aim«a^, jNH/»asB5©Fa s y^y^^ttF 
a s v ^> v^^ir^^ >y<^m^mmm(D^^m 

mirz>4 ye tr*-fcfiUflS-tf5#«fc£ brt^ ^Jx. 
50 ig^&r^^fe, rtubOiNaiiaSr'g'Wi-SJK't 1 ^ yt 
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tr*— stssadu-cy >*^s<- b-t^m, *«#js»r 

[0 0 17] Fas y^yKMaMfdiFa s!l# 
V KigfiAa^OftKffi^ Fa s^VF^Fa 

T\ R*MS{r, »liS»Fa s y^f>KSrW®14Fa 
s y KKSfcifrrs* w-«^KiW»**©fi&ttS:ia* 

-e**, Fa s y^^Kt^atticR/srs- 

( ^X^XUIfttSW^Hff^SKS-g-FERM BP- 5 0 
44 (✓M'Xy K-vNOKl) . FERM BP-5 

04 5 M^y K-VNOK2) , FERM BP- 

5 0 4 6 (✓M'Xy K — vNOK 3 ) , FERM BP 
-5 04 7 (✓M'yy K — vNOK 4 ) N SOTERM 

BP-5 04 8 (/^^!J K-VNOK5) iUS 

^-y^p— r/istfcfc (NOKl-5) Sr^Ptf sr. k&X 

[0 0 18] 

[0019] [HJfcffil l ] Fa s jJ^fy Kfflg^AiW 
jfaojg^JiM^ g>"T»ttF a s y tf> K<P3t* 

a s y*yK©£iSI»S:}fofco 
hFasL-L5178 YOWIK 
t h F a s y ^ Kae^SrTE^ffiir^ U51 7 
8 Y^f^AbT. thFasy#yK-L5178 
Ymti&&MBi^fc 0 t***>*>, PMK i t NeoM 

^i&//«t h f a s y KSie^ 1 M g l-2tU X h 
oliNotl (^<— y^— K) (Z5WJPfi»»S:«-l* 

8 5 0 b p<7V^ KSr9J>?ttlLfco r©7^/n-7^ 
a>£> N GENECLEAN I I^yh (B I O 1 0 
1, 7t3>'B) ^ffl^t, DNASr»ttibfc 0 
fe, ftlpONa IJKSr^/MrjD*., 6 5^X1 Oftm-f 
^a^-FU y/w«r*^Lfc«. rtur^*^ 
^(glassmilk) S:JDX.5^ran— hL. 
DNAW $tt 0 :^7^^/^$:Ne w-WA 
SHJR"C3EHfej$«, TE|f$10HI«U 6 

5tt3»ffi>fy^- sr ti^j: 9 dna^S 
fcHSiirfco &lr, BCMGS ow ^^-l/ig{:o 

^TfcPiastrxh o i iNo 1 1 xmmmm&m&n 

V\ 0. 7 5%T^t2— *^/MB&*Jft*fTo*:1^ G 
ENECLEAN I I FSrffl^t»SL3fe 0 



(5) ^||5|Z9 - 1 2 4 5 1 0 
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[0 0 2 0] ^(d. F a s y #V KcDNAiBCMG 
S„^^^-C07^y-^3V^^^-: cDNA 

= 1:2 (■Tr/Mt) trftSJ: 5tr«^L. 'SJB5SKDN 

^ mmm) tm&isX, yk±x3o#m, 42W 

4 0&ffl>f ^a^<- h t5 ^ i: in J: 9 , DNA^fll 
l-iAlt rjxir*tU SOCJ£ifi«:iD;t, 3710 

10 ir#&b 3 7 c Cfrn 0|ffl*S*b*: o ^coms tMU 

^ P L BgiT 3 7^10 FltgS L«|, ~7 A*f3 

yffiirr, ^U'fthFas y k-b cmg 
s.j SrEiiRbifeo rot b f a s y jf> F-B CM 

GS„«l/zg^O^T N b5 1 7 8 YiMi&l X 1 0 6 fl§ 

fflV\ 2 9 6V. 9 6 0 // FtrTjgJfibfco ^^»fi 
S\ Hfil 0%FCS • RPMI 1 64 OigJfcSm 1 \ZL 
mmvtzo 6 r^ai/u^u— MrroM&co^A^Tig 
20 ii&frofca^ roDtt, G4I8 (GIBCOR) * 
0. 4mg/m UrjfcS J:5triSift^aajDLfc 0 100 
©apftft^ fetbTtO-C. PB#*3RffiJrJ; >9 3$ 

fwyy ^>r*tf—>3 vffiirj: 9 fc h f a s y 

FOmRNA^-fill/^^^OV^iS'J b^ *&* b 
fc 0 ^MFa sy^>F-L5 17 8Y»llStUo 

[0021] BrasttF a s y k<pmk 

UFas!) # > F-L5 178 Y*ffljffc£r. 
Excel 1 3 0 0™ (JRH Biociences 
30 m ^TMMSl^ ^frWtrtt, lxiof/ 
m 1 OF a s !J^>F-L5 1 7 8 Y#fflJ&£: 1 y s> bA- 

ooog, i 5ftm<Dm>bfrm\z£V)igm±m$:mifri' 

tzM^ Mini t a n™ (5 D tfTM) ^rfflV^3 0 0 
mlCS«l/: 0 ^©IiUFas^>F-L5 1 
7 8 Yi##Jb?f ^NOK 1 — ir 7 y n — ^ tr— XSrJH V ^ 
fc#5AjrT»Kbfc 0 »Hl^7A«:FPLCH8« 
U 3 0 0m 1 ©*BS«*-fcfilS:«*«s J:<#5^£r 

40 $g#u o. iM^^y^y-fiipH3. oirx^db 

AGEU <>Vi'&ffljfefebT. ¥~-^>- K"e&6 r <t £r 

56fiS:«SLto ^lal^**f-<J: 0 l 0^ g©# 
ItFa sy^>FW: 0 rttSr^^v^— K<D^IStt 
Fa s y^fy Ki bfco 

[0 0 2 2] NQK 1 (P^fyft 

FWNOK 1 ^s^tfc^y ^ p-t/W 
NOK1 (NOKlfiffi Srbr^-^^-e^^/^bfco 

50 Ssfct, «ffi(rtSV^Jfib^o "****>*>s lOmg/ml 
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CPB S-^WSILfc^EV ^ t/WNOK 1 SrO. 

i M<z)gj»a»*s p h 9 . 2(j:a*fu ^jy77-i« 

L/c 0 roS«lmll^llmg(7)NHS-LC- 
B i o t i n (t°7^fi® $:«il«lml \m 

[0 0 2 3] -fry K>T y^E LISA (R^ttF a s 

y^K^a) 

1) ge^ELisA/wh h 

JJN o. MS- 8 9 9 6 F) Cl#tU 50/i 1 /^avP 
T% (WW^lO/ig/ml 

2) i^Cffit^NOK3^»)STT, 2{gl-PB 

teStt, 3 7 'CT* 2 H$|fflifcBi~5 r. t T*tTo fc Q 

3) /P^y^Il^S^T, ^TStfcFa s y# 

afi^-SrWALfct hFa s !)#yK-L5 1 7 
8 YttUSOffif^JbWSr^tt-PixS 0 M 1 /e^/l"T?#& 
L/C. ^ttF a s y #V Kift&^n-etW n g/m 
K 3. 5ng/ml, 1. 7 5ng/ml, 0. 87 
5 n g/m 1 , RXfO. 4 3 2 5 n g/m 1 (^SiSi-'o* 

[0 0 2 4] 4) lH#Sflf£. 0. 0 5%O^^y20 

m 1 \Z. 5 %<D-? X<Dlk^%:l5 & 0 . 0 5%©^>f — > 
2 0 A 19 PB S-CftJRbfctT^^k^-y ^ n — -t/Utfi 
»NOK3?:50m 1 /^/l^SU $ SffiT 

5) |^4H(^0. 0 5%^>r — 0 A9 P B ST*5[h]$c 

ISOfgidO. 05%W-y20A l 9PBSt 
#RL*:AB Comp 1 e xffi (^*— ttK) £5 

o/i l/^x^au s&jji. ^m-eiBfras/s*-^ 

6) 0. 0 5%!y-f — >-2 0A9 PB S T? 5 EHt^Ng, 
lmg/ml^F7x^l/yv J 7^y (?P^:*E^ 

TO . &t>*o. o 3 %<£>i§g£toki?f * (frjfeffiXS!) & 
Ao/:0. iM^xyf-yyith]jr)i, ( P H5. 



(6) ¥fM¥ l 9 - 1 2 4 5 1 0 
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0) |»S10 0m ^MT^2 0^ 

7) 100^1/!)^ 2NcD«t^^Att 
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